OBJECTIVES: Protease inhibitors are one of the most promising and investigated subjects for their role in pharmacognostical and pharmacological studies. This study aimed to investigate antineoplastic and antioxidant activity of trypsin inhibitors (TIs) isolated from three plant sources and their inhibitory role in the cell line.
Introduction
P rotease inhibitors (PI) are small peptides capable of inhibiting proteolytic enzymes. Proteinaceous PIs in plants may help in regulating and keeping a check on endogenous proteases and in acting as protective agents against insect and/or microbial proteases. [1] In living cells, protease signaling pathways are strictly regulated, and the dysregulation of protease activity can lead to pathologies, important being cancer. The dysregulated proteases cause the dysregulation of cell cycle, apoptosis, cell growth and activation, cell-cell adhesion, cellular interactions, and signal transduction. These all suggest that proteases are hallmarks of cancer. [2] Cancer progression and metastasis begin with tumor cell invasion. This is a multistep process in case of humans and animals involving various events of adherence, migration, and degeneration of extracellular matrix, and establishment of cancerous cells at the new site. [1] Metastasis of cancer cells requires action of proteases including serine and matrix metalloproteinases (MMP) family that functionally comprises complex interacting protease cascade system. [3] MMPs along with activated trypsin are coexpressed to facilitate cell invasion and metastasis. A complex array of cellular and molecular transformations involved in cancer formation is conciliated by a range of exogenous and endogenous stimuli. For example, oxygen (dioxygen) reduction intermediates, i.e., reactive oxygen species (ROS) such as hydroxyl radicals and hydrogen peroxide (H 2 O 2 ) invade deoxyribosyl backbone of DNA along with the attacked bases and hence are considered as an important class of carcinogens. [4] Biochemical redox reactions such as mitochondrial respiration continuously produced ROS as by-products. To counterbalance these ROS, human body has inbuilt defense mechanism but increase in ROS level due to imbalance between ROS generation and antioxidant machinery may lead to oxidative stress. This oxidative stress is the root cause of various pathologies such as hypertension, inflammation, diabetes, atherosclerosis, Parkinson's and Alzheimer's, cardiovascular diseases, and cancer. [5] Furthermore, ROS are said to be associated with mutations, DNA damage, and genetic instability, which can lead to cancer development which results in metastasis causing cancer deaths and ineffectiveness of chemotherapeutic drugs. [6] Food containing phytochemicals with the antioxidant properties, such as phenolic compounds and Vitamin C, may help in strengthening the antioxidant potential. [7] At the same time, plant derivatives may also be used as chemotherapeutic agents to counterbalance cellular antioxidant system leading to apoptosis. [8] Preventing formation of ROS or scavenging them may be the key step in combating cancer and other diseases.
Plant serine PI, particularly trypsin inhibitors (TIs), have been extensively studied. [1, 2] At present, phytodrugs are a promising complementary and alternative medicine in health care for treatment of diseases like cancer. Our study reveals antineoplastic and antioxidant activity of TIs from three different plant sources to examine their suppressive effects on normal and cancerous cell lines.
Materials and Methods

Chemicals
Dimethyl sulfoxide (DMSO), 1-Chloro-2, 4-Dinitrobenzene (CDNB), sodium bicarbonate, and Hydroxyl ethyl piperazineethanesulfonic acid, trypsin (bovine pancreatic trypsin), Nα-benzoyl-DL-arginine-p-nitroa nilide (BAPNA), and diethylaminoethyl cellulose were purchased from Sigma-Aldrich (USA). Trichloroacetic acid (TCA), sodium pyrophosphate, phenazine methosulfate, nitroblue tetrazolium, NADH, sulfanilamide, N-1-napthylethylenediamine dihydrochloride (NEDD), orthophosphoric acid, dithiobis-2-dinitrobenzoic acid (DTNB), and ethylenediaminetetraacetic acid were procured from SRL, India. All other reagents and chemicals used were of analytical grade.
Sample preparation
TIs were purified from Vigna unguiculata "lobia" and Allium sativum "garlic" by the ammonium sulfate precipitation followed by chromatographic techniques. The trypsin inhibitory activity was determined by chromogenic assay of Patil et al. [9] using BAPNA as substrate. They were named as V. unguiculata TI (VUTI) and A. sativum TI (ASTI). TI from Phaseolus limensis "lima bean" was obtained commercially from Sigma-Aldrich as lima bean TI (LBTI).
Cell lines and cell culture
Human Embryonic Kidney (HEK) and adenocarcinomic human alveolar basal epithelial cells (A549) were maintained in RPMI-1640 grown in 10% fetal bovine serum (FBS), antibiotics (100 U/ml penicillin and 100 μg/ml streptomycin). The cells were cultured at 37°C, 5% CO 2 humid condition in CO 2 incubator (Thermo). All the other chemicals were procured from Sigma-Aldrich and Merck.
In vitro antineoplastic activity
MTT assay was carried out as described by van Meerloo et al. [10] Cells were seeded at a density of 5 × 10 3 cells/well in 96-well plate supplemented with 2.5% FBS. After treatment with the TIs, cells were incubated at 37°C with two different concentrations, i.e., 5 μg/ml and 10 μg/ml for 24 h and 48 h. After the required period, 20 μl of 5 mg/ml MTT solution in Phosphate-buffered saline (PBS) (pH 7.4) was added to each well and incubated for 4 h. 150 μl of DMSO was added to dissolve the formazan crystals which were formed by the cellular reduction of MTT reagent. The change in absorbance was recorded at 540 nm wavelengths on an ELISA plate reader.
All measurements were done in triplicates. The percent cytotoxicity values were determined by
Where [A] T is absorbance of the test sample and [A] C is absorbance of control.
Antioxidant potential of trypsin inhibitors in cell lines
A549 and HEK cells (1 × 10 6 ) were cultured in T-25 flasks maintained in RPMI 1640 medium containing dinitrobenzoic acid (DTNB-10 mM) were added. The absorbance was taken at 412 nm after 10 min. The results were expressed in μM/min/mg protein.
Results and Discussion
Antineoplastic activity assay
We report herein the functional properties of TIs isolated from various plant sources, i.e., Vigna unguiculata and A. sativum and P. limensis in cell lines. We aimed to investigate VUTI, ASTI, and LBTI for their antineoplastic and free radical scavenging ability in cell lines. As drug resistance has become a major problem in the cancer therapy. Therefore, new drug candidates need to be explored to meet these upcoming challenges. Several TIs have been reported for antineoplastic, chemopreventive, and apoptosis-inducing factors against human cancer. [7, 14] Our results also suggest that ASTI, VUTI, and LBTI show appreciable suppressive activity on adenocarcinomic cells which is explained in detail further. These evidence have made TIs to be considered as nutraceuticals due to their capability in cancer prevention and hence its treatment.
MTT assay studies of TIs were performed on normal and cancer cell lines, i.e., HEK and A549 cell lines. A comparative analysis of LBTI, VUTI, and ASTI activity was performed. Our results clearly proved that the TIs show more suppression in A549 cells as compared to HEK cells in time-and concentration-dependent fashion. The MTT endpoints showed low cytotoxic effects of TIs in HEK cells; LBTI showing maximum cytotoxicity followed by VUTI and ASTI. This cytotoxicity was much higher in A549 cells where LBTI showed maximum value followed by VUTI and ASTI. These values were higher when cells were incubated with 10 μg/ml TIs [ Figure 1a ] as compared to the values obtained with 5 μg/ml [ Figure 1b ]. All these results show higher cytotoxicity in the presence of TIs when compared with control. Hence, we can conclude that TIs may be used as natural anticancer drugs which would inhibit the growth of cancerous cells without much harm to the normal cells in vicinity.
Antioxidant potential of trypsin inhibitors in cell lines
In a living system, numerous biochemical redox reactions are carried out during cellular metabolism which generates ROS such as H 2 O 2 , superoxide (·O 2 − ), nitric oxide free radical (·NO), and hydroxyl radical (·OH). [4] ROS can be detrimental when produced in high amounts in intracellular compartments. The cells generally respond to ROS by upregulating ROS scavengers such as SOD, NO, GST, and GSH which protects living system by converting harmful free radicals to harmless molecules like water to prevent from various pathologies. [13] 10% FBS. The cells were allowed to adhere for 24 h before treatment with TIs sample. The incubation was done with TIs at concentration 10 μg/ml and respective controls at the same concentration for 48 h. The controls used for SOD assay, nitric oxide (NO) assay, Glutathione S-Transferase (GST) assay, and glutathione peroxidase (GPx) assays were trolox, gallic acid, Vitamin C, and reduced glutathione (GSH), respectively. The cells were washed with PBS after incubation and detached using scraper. These cells were then harvested, sonicated, and centrifuged at 10,000 g for 20 min at 4°C. The resulting supernatant was used for the following antioxidant enzyme assays.
Superoxide dismutase (SOD) assay
SOD assay was performed according to the protocol used by Xu et al. [11] First, the reaction mixture was prepared which consisted of 0.025 M sodium pyrophosphate (pH 8), 180 μM phenazine methosulfate, and 300 μM nitroblue tetrazolium. To the final assay mixture of 100 μl, 20 μl of cell supernatant and 60 μl of reaction mixture were added, and the reaction was initiated by the addition of 20 μl of 780 μM NADH. The absorbance was recorded kinetically at 560 nm for 5 min. SOD activity was calculated as units/mg of protein.
Nitric oxide radical scavenging activity
NO assay was performed as described by Abdel-Moneim et al. [12] Reagent A−1% sulfanilamide in 2.5% orthophosphoric acid and Reagent B−0.1% NEDD in 2.5% orthophosphoric acid were taken and mixed in equal amounts (1:1). To the final assay mixture of 200 μl, 100 μl of cell supernatant was mixed with Griess Reagent in equal ratio of (1:1). The absorbance was recorded immediately at 540 nm using ELISA plate reader. The results were expressed in terms of concentration (μM) of NO enzyme produced.
Glutathione S-transferase activity
The supernatants were used for analysis of GST activity according to the method of Mateen et al. with few changes. [13] The reaction mixture contains 9.8 ml of phosphate buffer (pH 6.5), 100 mM CDNB (100 μl), and 100 mM reduced GSH (100 μl). The absorbance was measured at 350 nm, and the results were expressed in μM/min/mg protein.
Glutathione peroxidase assay
GSH estimation was performed as per the protocol of Mateen et al. with some few modifications. [13] Briefly, 100 μl of mitochondrial fraction was precipitated with 20 μl of 5% TCA. The assay tubes were centrifuged at 1200 rpm for 5 min at room temperature to remove the precipitated proteins. To the final assay mixture of 110 μl, 45 μl of cell supernatant (treated with TCA), 45 μl of sodium phosphate buffer (0.2 M, pH 8), and 20 μl of Damage caused due to oxidative stress can be overcome through the action of antioxidants. Therefore, TI might contribute toward complete or partial treatment of such clinical disorders caused due to oxidative stress.
Superoxide anion radical scavenging activity
SOD molecules convert superoxide free radicals to H 2 O 2 and molecular oxygen. It plays a major role in toxic effects of superoxide radicals in aerobic cells. They are a part of big isoenzyme family that responds to oxidative stress and hence represents a main enzymatic source of peroxides. [11] As presented in Figure 2 , the activity of SOD was significantly increased in case of TIs-treated A549 cells when compared with HEK cells. Furthermore, control showed lesser activity in comparison of TIs-treated cells.
Enhanced SOD levels were observed in LBTI-treated cells (in HEK -108.3639 ± 0.98 units/mg TI and in A549-328.4926 ± 1.2 units/mg TI) followed by VUTI (in HEK -124.32 ± 1.34 units/mg TI and in A549-243.543 ± 1.25 units/mg TI) and ASTI (in HEK -75.12 ± 1.28 units/mg TI and in A549-140.47 ± 1.75 units/mg TI) indicating increased SOD level in cancerous cells than noncancerous cells and higher SOD activity of LBTI followed by VUTI and ASTI.
Nitric oxide radical scavenging activity
In general, free radicals are required in a very small amount in the cell system. Some immune responses are mediated through macrophage and neutrophils which involve production and release of NO, which diminish viruses, pathogens, and tumor proliferation. [14, 15] NO can also act as detoxifier or ROS scavenger as it reacts with other ROS and finally scavenges them. NOS produces NO by catalyzing the conversion of L-arginine to L-citrulline, with concomitant oxidation of NADPH, which has slow down the velocity of the electrons in the respiratory chain to inhibiting the breath and reducing the consumption of oxygen, causing a state of stress leading to mitochondrial lipid peroxidation. [16] In our study, we observed NO levels were slightly enhanced in LBTI treatment (2314 ± 1.2 μM), as compared to VUTI (2290 ± 1.2 μM) and ASTI (2288 ± 1.2 μM) in HEK cells. However, significant increased levels of NO were observed in A549 cells treated with LBTI (3724 ± 1.2 μM), VUTI (3572 ± 1.2 μM), and ASTI (2968 ± 1.2 μM). Here too, control showed lesser activity in comparison of TIs-treated cells [ Figure 3 ].
Glutathione S-transferase activity
Increased GST levels indicate no oxidative stress in the body. However, the levels of GST were significantly higher when compared to GSH. It may be concluded that there is an immense effect to revert the oxidant-antioxidant balance as the body strives to overcome the stress. [17] Our results revealed that the GST level was significantly higher in LBTI-treated cells (HEK-3.8997919 ± 1.5 μM/min/mg protein, A549-13.246951 ± 0.9 μM/min/mg protein) over VUTI (HEK -3.6112737 ± 1.5 μM/min/mg protein, A549-6.5555012 ± 0.9 μM/min/mg protein) and ASTI (HEK -2.7017966 ± 1.5 μM/min/mg protein, A549-3.5092115 ± 0.9 μM/min/mg protein). However, higher GST levels were observed in TIs-treated groups than control (HEK -4.8950246 ± 1.5 μM/min/mg protein, A549-5.4939092 ± 0.9 μM/min/mg protein) [ Figure 4 ]. 3 cells/well) were incubated with different trypsin inhibitor at 10 μg/ml concentration for 24 h and 48 h, and % cytotoxicity was determined using the MTT assay, (b) the effects of the trypsin inhibitors on the proliferation of human embryonic kidney and A549 cells.
Cells were maintained in RPMI 1640 medium containing 10% fetal bovine serum, and antibiotics, at 37°C, 5% CO 2 humid condition. Confluent cells (5 × 10 3 cells/well) were incubated with different trypsin inhibitor at final concentration of 5 μg/ml for 24 h and 48 h, and % cytotoxicity was determined using the MTT assay b a
Glutathione peroxidase or glutathione assay
GPx catalyzes the hydroperoxide reduction using reduced GSH and hence protects cells from oxidative damage. [18] GSH is the important part of nonenzymatic antioxidants. GSH can remove peroxynitrite (ONOO − ) by forming oxidized glutathione (GSSG). GSSG is converted back to GSH by the NADPH-dependent enzyme GSH reductase. [19] A deficiency of GSH puts the cell at risk for oxidative damage whereas increased GSH levels indicate healthy condition prevailing in the body. Decreased GSH levels indicate decreased detoxification capacity, a mechanism by which cell gains a selective advantage over their surrounding normal cells. Figure 5 illustrates the GPx activity of the treated cells (test) over reduced GSH-treated cells (control). GSH levels were found very high with LBTI treatment in A549 cells (0.002783 ± 1.2 μM/min/mg protein), as compared to HEK cells (0.0016361 ± 0.9 μM/min/mg protein). Similar GSH level was observed in VUTI (A549-0.00265 ± 1.2 μM/min/mg protein and HEK -0.0014409 ± 0.7 μM/min/mg protein) and ASTI (0.0020995 ± 1.2 μM/ min/mg protein and HEK -0.0015848 ± 0.7 μM/min/ mg protein) on 24-h posttreatment indicating low oxidative stress in cancerous cell. The high levels of GSH in A549 cells were observed than in HEK cells favoring low oxidative stress in cancerous cells than noncancerous cells [ Figure 5 ].
As oxidative stress is a key biomarker in cancer progression and its initiation, [20] we hereby report the ROS scavenging activity of TIs in cancer cells as compared to normal cells. The assays performed confirm the previous studies which show that TIs play a vital role in free radical scavenging and thus act as antioxidant and anticancer agent. [2, 21] 
Conclusions
Based on the results obtained from the studies conducted with the TIs, it can be concluded that it has tremendous potential for the development of suitable drugs in pharmaceutical industries against diseases due to generation of ROS and cancer. Furthermore, results indicate that TIs exhibit high antioxidant, free radical scavenging activities, which might be helpful in preventing the progression of various oxidative stress-mediated disorders by ceasing the generation of toxic ROSs. As TIs are known to have antioxidant and anticancer properties, they may help to prevent in vivo oxidative damage associated with diseases and illnesses and also it can be used to replace the modern synthetic drugs with safe phytodrug. Nevertheless, a better understanding on the detailed mechanism of how these TIs suppress the proliferative activity of cancerous cells would be valuable thus demands further investigation. 
